Background: We analyzed specific effects of an add-on therapy with pioglitazone compared to metformin and their combination in patients with basal insulin treatment on biomarkers of CV risk. Methods: In this double-blind, randomized, multicentre, active comparator controlled trial, 121 patients with type 2 diabetes were enrolled. Inclusions: treatment with basal insulin, HbA 1C 6.5% -8.5%, age 30 -75 years. After glargine therapy over 2 weeks for titration towards FBG ≤ 7.8 mmol/L, patients received either (A) bid 850 mg metformin (n = 42), (B) bid 15 mg pioglitazone (n = 40), or (C) 30 mg pioglitazone plus 1.7 g metformin (n = 39) over 6 months. Matrix Metal Proteinase 9 (MMP-9) was primary objective, together with biomarkers of CV risk. Results: Pioglitazone (B) reduced MMP-9 versus baseline by 54.1 + 187.1 ng/mL, with metformin (A) it was increased by 49.6 + 336.2 ng/mL (p = 0.0345; B vs. A), and with the combination of both (C) it was decreased by 67.8 + 231.4 ng/mL (A vs. C: p = 0.0416; B vs. C: p = 0.8695). After logarithmic transformation due to high variances the exploratory results showed significance for A vs. B (p = 0.0043) and for A vs. C (p = 0.0289). Insulin dosage was reduced by 7.3 units in group B (p < 0.0001), by 6.0 units in C (p = 0.0004), but was increased by 2.5 units (p = 0.1539) in A at follow up. Reduction in hs-CRP was significant within treatment groups for B (p = 0.0098) and C (p < 0.0001), and between the groups for A vs. C (p = 0.0124). All three single regimens reduced PAI-1. Adiponectin was significantly elevated in B and C (p < 0.0001) and between-groups. HbA 1C was only significantly decreased in the combination group. No significant effects were observed for NFkB and PGFα. peripheral edema were seen in 11.9% vs. 40.0% vs. 20.5%, and weight change was -0.7 kg vs. +4.3 kg vs. +2.7 kg (A vs. B vs. C).
Background
Along with control of hyperglycemia, treatment of patients with type 2 diabetes is aimed to reduce the elevated risk of cardiovascular disease (CVD) by correcting dyslipidemia, hypertension, low grade inflammation, and abnormalities in blood coagulation. International guidelines recommend the combination of metformin with basal insulin if monotherapy with metformin does not reach the target [1] . Combinations of insulin with pioglitazone and with metformin plus pioglitazone are considered as less validated therapies. So far efficacy and safety of pioglitazone in patients with stable treatment of basal insulin have not been assessed in comparative trials with metformin or metformin plus pioglitazone. Nevertheless, there are some reports on the effect of an add-on therapy with pioglitazone in patients with poorly controlled type 2 diabetes under intensified insulin therapy demonstrating that addition of pioglitazone significantly improved not only glycemic control but also had a positive effect on some major CV risk factors. Data from outcome studies suggest that metformin [2] and pioglitazone [3] can reduce CV events and progression of atherosclerosis. Insulin treatment, however, had no significant effect on cardiovascular outcome in the UKPDS [2] .
Due to the absence of outcome data for a combination treatment of OAD with insulin, evaluation of CV risk markers can be used as surrogate parameters. So far a benefit/risk ratio for the comparator drugs as add-on therapy to insulin was only evaluated in patients with HbA 1C > 8% [4] . With an HbA 1C < 7% recommended by the ADA [5] and international guidelines, combination treatment under routine daily conditions is already considered for HbA 1C between 7 and 8%. For this common clinical scenario determination of biomarkers of cardiovascular risk may help to evaluate possible benefits of combination treatment in high-risk patients. Besides hs-CRP [6, 7] , the matrix metalloproteinase 9 (MMP-9) is a known marker of inflammation produced by macrophages which contributes to vascular remodelling and transformation of stable to unstable plaques. Although MMP-9 seems to reflect an overall burden of vascular disease in type 2 diabetes patients [8] [9] [10] [11] [12] [13] it is still controversially discussed to use it as a reliable surrogate marker of CV risk to date [14] [15] [16] . Hence, the primary outcome measure of the underlying doubleblind, multi-centre, randomized, parallel three-arm trial was to investigate the effect of pioglitazone in comparison to metformin and the combination of both on MMP-9 together with a spectrum of established risk factors and biomarkers of inflammation during a 6-month therapy in type 2 diabetes patients pre-treated with insulin in order to use the generated data for evaluation of possible beneficial effects of comparator drugs as add-on treatment on cardiovascular risk. Clinical results and adverse events/side effects were secondary objectives.
Methods

Study Design and Patients
Type 2 diabetes patients treated with insulin (i.e., long acting basal insulin analogs, NPH insulin or combination insulin) in 1-2 daily doses for at least 3 months with or without oral antidiabetic drugs (OAD) except thiazolidinediones (TZD) prior to study entry were considered at an age between 30 and 75 years, with a BMI of ≥ 25 kg/ m 2 , and if the baseline HbA 1C was between 6.5 and 8.5%. Major exclusion criteria were uncontrolled hypertension, cardiovascular events within the previous year, and well established contraindications for metformin or pioglitazone regimens. An overview of the complete study design is presented in Figure 1 . A list of participating sides is added in appendix (additional file 1)
The study was approved by the Saxonian Ethics committee. The Patients gave informed consent to take part in the study.
Medical history and physical examination
Clinical evaluations and safety assessments including vital signs were done at screening, at randomisation, during study therapy, and at the last follow-up visit. Blood efficacy parameters were analysed in two central laboratories, blood safety parameters in local units. Body weight, insulin dosage, edemas, hypoglycemic episodes, and other possible side effects were recorded at each visit.
During an initial run-in phase of at least 2 weeks preexisting insulin glargine therapy was titrated to an FBG of ≤ 7.8 mmol/L and other oral antidiabetics were stopped. If another insulin was used as previous therapy further treatment used insulin glargine. Patients were advised to measure FBG daily in order to adjust the insulin glargine dosage during the 6-month study treatment phase to a titration target of FBG between ≥ 4.5 and ≤ 6.7 mmol/L based on the investigator's discretion.
Laboratory methods
Efficacy laboratory analyses were done according to each manufacturer's instructions in 2 central units and provided MMP-9 as primary parameter (ELISA of R&D systems, Wiesbaden/Germany). Secondary variables were: renal function (urinary albumin and creatinine excretion, crea./alb.-ratio, GFR), lipid profile (LDL/HDL/triglycerides: enzymatic/GPO-PAP, Selectra of Greiner Diagnostics, Bahlingen/Germany), metabolic markers (HbA 1C , glucose, insulin, HOMA-S, and adiponectin which was measured by manual ELISA, Anthos, IBL, Hamburg/Germany), further inflammatory markers (hs-CRP: turbidimetry with Falcor 350 by Menarini, Neuss/ Germany; PAI-1 with ELISA reader of American diagnostics, Pfungstadt/Germany), oxidative stress (urinary 8iso PGF 2α by manual ELISA with Anthos of IBL, Hamburg/Germany), and insulin dosage. Patients with hs-CRP values >10 mg/dL were excluded from analysis due to possible distortion by general inflammations. Safety laboratory analyses yet included hematology, liver enzymes, potassium, creatinine, and CK.
Statistical analysis
Efficacy analyses were done for the full analysis set (ITT), safety issues for the all patients treated (safety) analysis set. The primary statistical analysis was the testing of the effect of pioglitazone in comparison to metformin and the combination of both on a possible change of MMP-9 after a 6-month treatment compared to baseline. Confirmatory statistics was based on 2-sided t-tests for two independent samples calculated with the parameter estimates of an analysis of covariance (ANCOVA), using the primary parameter as dependent variable, the treatment group (with two levels) and centre as fixed factors, and the baseline MMP-9 value as covariate. Patients who terminated treatment before end of 6 months were considered with their individual last value under study medication (LOCF). Missing baseline MMP-9 values were not replaced.
The primary confirmatory analysis concerned the final statistical evaluation (second stage), was planned after completion of the 6-month visit, and was clearly to be distinguished from supporting secondary, exploratory evaluations. All p-values and confidence levels of additional inferential statistics were interpreted exploratorily. The confirmatory statistical evaluation was performed using a two-stage group-sequential Pocock design since 
Results
Demographics and Baseline
A total of 121 patients on stable therapy with glargine insulin were randomized to receive additional treatment with metformin (850 mg bid; n = 42), pioglitazone (15 mg bid; n = 40), or the combination of both (n = 39). 39 patients in the metformin arm (A), 37 with pioglitazone (B), and 37 for the combination (C) were valid for intention to treat (i.e. full analysis set n = 113). Thus, 8/121 patients (6.6%; 3 vs. 3 vs. 2) were excluded as they failed to provide either evaluable baseline or at least one post-baseline value for MMP-9. 74/121 patients (61.1%) were male (23 vs. 25 vs. 26) and 47/121 patients (38.8%) were female (19 vs. 15 vs. 13), all Caucasians. Patient demographics (Table 1) showed a balance in major baseline characteristics at the time of randomization. The level of diabetes control with insulin glargine monotherapy during run-in resulted in HbA 1C of 7.3% for all 3 groups. Patients had a diabetes history of >11 years and a 86% prevalence of hypertension. Average baseline results revealed FBG of 8.35 (± 2.17) mmol/L, hs-CRP of 3.21 (± 2.54) mg/L, and MMP-9 of 566.0 (± 266.2) ng/mL, representing a high-risk population for CVD despite suboptimal therapy with insulin.
Efficacy -Biomarkers of Cardiovascular Risk
For MMP-9 and most of the risk factors the additional use of pioglitazone was associated with more favourable effects compared to treatment with metformin ( Table  2 ). Pioglitazone (B) reduced MMP-9 by 54.1 + 187.1 ng/ mL whereas metformin (A) increased MMP-9 by 49.6 + 336.2 ng/mL (p = 0.0345; B vs. A). The combination of both (C) was associated with a decrease in MMP-9 of 67.8 + 231.4 ng/mL (p = 0.0416, A vs. C and p = 0.8695, B vs. C). Logarithmic transformation for stabilization of the observed high variances revealed a rise of 0.1 + 0.5 ng/mL for A and a decrease of 0.1 + 0.5 ng/ mL for both B and C. Now, exploratory p-values for the between-group comparison using the 3-group ANCOVA model reached significance for A vs. B (p = 0.0043) and for A vs. C (p = 0.0289), based on the pre-defined significance level of α = 0.0307.
Reduction of hs-CRP was significant within-group for B (p = 0.0098) and C (p < 0.0001), and between-group for A vs. C (p = 0.0124). All three add-on treatments reduced PAI-1 within-group but without any significance for the between-group comparisons. No effects were observed on the level of fibrinogen with any of the 3 regimens. The same applies for PGFα and NFkB activity. Adiponectin was significantly increased in group B and C (p < 0.0001) without an effect for metformin alone. This was confirmed between the groups with p < 0.0001 for A vs. B and A vs. C. Figure 2 illustrates the different effects of the three treatment regimens on MMP-9, insulin resistance and inflammation, indicating a clear superiority of pioglitazone with respect to biomarkers of inflammation, insulin resistance, and adiponectin. Fasting insulin and glucose were reduced in all 3 arms, whereas HOMA-S was improved only for B (p < 0.0001) and C (p < 0.0001). Thus, the between-group effect on HOMA-S was significant for A vs. B (p = 0.0001) and A vs. C (p < 0.0001). Eventually, mean insulin dosage was reduced by 7.3 units in group B (p < 0.0001) and by 6.0 units in C (p = 0.0004), but was increased in the metformin arm by 2.5 units (p = 0.1539). Thus, the betweengroup comparison on insulin dosage was significant for A vs. B (p < 0.0001) and for A vs. C (p = 0.0005). A minor but relevant increase in HDL-cholesterol was observed for both arms with pioglitazone (B: p = 0.0015; C: p < 0.0001). Between-group comparisons revealed a stronger increase in HDL for C vs. A (p = 0.0004) and C vs. B (p = 0.0162). A marked reduction of triglycerides was only observed for the combination arm (p = 0.0229). No such effects occurred with LDL-cholesterol. Excretion of 8isoPGF 2α , an established indicator of oxidative stress, was not affected by addition of the study drugs. Moreover, only pioglitazone improved creatinin/ albumine ratio in urine during the study period. However, GFR remained unchanged in all groups. 
Discussion
This prospective, randomized, controlled trial in patients with long-term type 2 diabetes on high cardiovascular risk under the conditions of stable insulin treatment reveals significant improvements with increased levels for biomarkers of lowgrade inflammation, insulin resistance, and associated CV risk factors, regarding the addon therapy with pioglitazone and the combination of pioglitazone with metformin. As shown in previous studies [17] [18] [19] non-traditional biomarkers of CV-risk, independent from good glycemic control. We observed a clinically relevant reduction of MMP-9 activity only with pioglitazone and with the combination of pioglitazone plus metformin. Since change in FBG and HbA 1C at follow-up was in the same range for addon treatment with pioglitazone and metformin resp. these effects of the PPARγ agonist on MMP-9 may represent a direct effect rather than a consequence of minor improvement in glucose control. This finding is in accordance with previously published studies on combination therapy with insulin [17, 18, 20] . Furthermore, pioglitazone but not metformin reduced hs-CRP and increased adiponectin and the combination of both had no better effect on these emerging risk factors. Fibrinolysis activity measured with PAI-1, however, was improved for all three regimens without any differences between the groups. As expected, pioglitazone clearly reduced insulin resistance calculated by HOMA whereas metformin had no effect on insulin resistance in these patients treated with glargine insulin. Of notice, insulin dosage was reduced in both arms with pioglitazone by 7 and 6 units, respectively (p < 0.0001), whereas an enhancement of insulin consumption was observed for metformin to reach the target for FBG.
The results suggest that the observed effects of pioglitazone on inflammational biomarkers may be direct consequences of PPARγ activation. This hypothesis is supported by previously published results of a randomized controlled trial with non-diabetic patients suffering from cardiovascular diseases and elevated hs-CRP, where a significant beneficial effect of pioglitazone on hs-CRP, MMP-9 and PAI-1 could be demonstrated [21] . Oxydative stress is considered as major cause of diabetic complications [22] . Under the conditions of the present study with suboptimal diabetes control by stable insulin glargine treatment and the individual add-on therapy with OAD had no effect on 8iso PGF 2α excretion. As shown by Monnier et al. [23] insulin treatment is able to normalize 8iso PGF 2α excretion. The specific add-on therapy had only minor effects on lipids. Only HDL-C was significantly increased for the OAD combination vs. metformin alone and for within group comparisons. Accordingly, triglycerides were clearly lower at LOCF for the combination compared to metformin. Beneficial effects of add-on therapy with pioglitazone to intensive insulin therapy on dyslipidemia were reported for patients with HbA 1C > 8% at baseline [24] .
By extrapolation, our patients had a median diabetes duration of 11 years and a high rate of CV comorbidities treated with a polypharmacy. HbA 1C at baseline was 7.34% with stable insulin glargine treatment but was associated with an elevated level of non-traditional CV risk factors such as MMP-9 and hs-CRP. Of notice, there is more and more evidence that MMP-9 serves as indicative for the presence of unstable plaques and activated macrophages [6, 25, 26] . Hence, our patients represent a high-risk group for CVD, despite suboptimum insulin treatment of type 2 diabetes and medical therapy of associated comorbidities.
As shown in the Jupiter study a reduction of hs-CRP by rosuvastatin resulted in a significant decrease of CV morbidity and mortality [27] . In the PERISCOPE study treatment with pioglitazone resulted in a non-progression of coronary plaques directly measured with quantitative angiography [3, 28] . Thus, it is likely that by addition of the PPARγ agonist pioglitazone we may close a gap in protection of patients on high risk for CVD caused by increased inflammatory activity which is not controlled with insulin treatment alone.
Regarding the clinical results we are able to confirm a previously reported sparing effect on insulin dose which was not possible with metformin. A slightly lower baseline FPG in this group did not have a relevant clinical influence. With the triple treatment of insulin, pioglitazone, and metformin a significantly better control of HbA 1C could be observed but no relevant differences were seen between the two dual combination groups with respect to CV risk factors. Better control of HbA 1C < 7% with the combination was not associated with an increased rate of hypoglycemic events. In accordance to previous studies [29, 30] , a slight improvement of albuminuria was observed only for the add-on therapy with pioglitazone. No effect, however, was observed on GFR in all groups. In accordance to previously published studies with an add-on therapy of pioglitazone to insulin [3, 4] we observed peripheral edemas in 40% of the patients treated with pioglitazone add-on therapy, as well as weight gain in 27.5%. However no serious adverse events were observed. Specifically no adverse effects on the left ventricular function occurred supporting the results of a recent tissue doppler imaging study investigating pioglitazone in type 2 diabetes patients with evidence of a left ventricular diastolic dysfunction [31] .
Conclusions
In patients with long term type 2 diabetes and suboptimal stable insulin treatment, the addition of pioglitazone but not metformin reduced the level of inflammatory biomarkers such as MMP-9 and hs-CRP and increased insulin sensitivity and adiponectin. The combination of pioglitazone with metformin resulted in better HbA 1C and lipid control without added effect on inflammation, fibrinolysis, and renal function. No serious side effects were observed in any regimen but pioglitazone treatment was associated with more edema and weight gain as expected. Controlled clinical trials measuring cardiovascular endpoints are needed to compare risk benefit of individual add-on treatment with oral antidiabetic drugs to basal insulin, a question which is of high clinical relevance.
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